A vibrio isolated from the intestine of a coastal fish was identified as Vibrio hollisae by its biochemical characteristics. The isolate reacted with the gene probe for the thermostable direct hemolysin of Vibrio parahaemolyticus. The hemolysin produced by the isolate from the fish had traits identical to those of the thermostable direct hemolysin-like hemolysin produced by a clinical strain of V. hollisae.
A vibrio isolated from the intestine of a coastal fish was identified as Vibrio hollisae by its biochemical characteristics. The isolate reacted with the gene probe for the thermostable direct hemolysin of Vibrio parahaemolyticus. The hemolysin produced by the isolate from the fish had traits identical to those of the thermostable direct hemolysin-like hemolysin produced by a clinical strain of V. hollisae.
The number of vibrios implicated in human disease is increasing (1, 7, 12) . Vibrio hollisae is one of such newly recognized vibrios. It has been reported in clinical cases of diarrheal stools (3, 8) and septicemia (5) . Although epidemiological findings (3, 8) and the halophilic nature of the vibrio (3) suggest that V. hollisae is an organism of marine origin, there has been no report, to our knowledge, of the isolation of V. hollisae from the marine environment.
It is now established that Vibrio parahaemolyticus is widely distributed in marine environments (2) , and the thermostable direct hemolysin (TDH) or Kanagawa hemolysin produced by most clinical isolates and very rarely by environmental isolates (6, 11) is considered a major virulence factor of this pathogen. Our previous study revealed that all V. hollisae strains have nucleotide sequences similar to the gene encoding TDH (tdh gene) of V. parahaemolyticiis (9) . In fact, the hemolysin produced by V. hollisae was shown to be immunologically related to the TDH of V. parahaemolyticis (14) .
In this paper, we report the isolation of V. hollisae, capable of producing TDH-related hemolysin, from coastal fish and discuss the public health significance of V. hollisae present in the environment.
We conducted a survey of environmental samples for V. hollisae in 1983. On one occasion, we examined a total of 12 healthy fish of three species, Konosirius piunctatius, Malio macrocephalius, and Therapon oxyrhync-iis, caught in September 1983 by fishing in the Shiranuhi Sea off Kumamoto City on Kyushu Island of Japan. Each fish was dissected aseptically, and its intestinal content was smeared directly onto agar medium composed of the following constituents: Phytone (BBL Microbiology Systems, Cockeysville, Md.), 5 g; Polypeptone (Daigo Eiyo Kagaku Co., Osaka, Japan), 5 g; beef extract (Difco Laboratories, Detroit, Mich.), 5 g; Dmannitol (Wako Pure Chemical Industries Ltd., Osaka, Japan), 10 g; maltose (Wako), 10 g; NaCl, 20 g; Noble agar (Difco), 13 g; 0.2% bromthymol blue, 20 ml; 0.2% cresol red, 20 ml; distilled water, 1 liter. The pH was adjusted to 7.8. The inoculated plate was incubated at 37°C overnight. Among a large number of bacterial colonies found on the medium, round, shiny, purple colonies, i.e., non-mannitolfermenting organisms, were picked and subjected to a bat-* Corresponding author. tery of tests for characterization. V. hollisae was isolated from two sample fish, both T. oxyrhyncus. The two isolates were identified as V. hollisae because their characteristics coincided with the description of V. hollisae by Hickman et al. (3) . The biochemical tests performed and the results are listed in Table 1 . The isolates had been maintained at room temperature in a semisolid medium composed of the following constituents: gelatin (Difco), 10 g; Casitone (Difco), 1 g; NaCl, 20 g; agar (Difco), 3 g; tap water, 1 liter. After storage, isolate KUMA872 exhibited irregular growth characteristics, and thus only isolate KUMA871 was used for further characterization.
We previously found that all V. hollisae isolates were positive in the DNA colony hybridization test with the tdh gene probe of V. parahaemolyticus, although the reactions were a little weaker than those manifested by Kanagawa phenomenon-positive V. parahaemolyticus strains (9) . The present V. hollisae isolate also exhibited a similar reaction when tested by the same DNA colony hybridization method (Fig. 1) . The results indicate that V. hollisae KUMA871 has the genetic potential to produce a hemolysin similar to the TDH of V. parahaemolyticus.
The hemolysis assay specifically designed for the TDH of V. parahaemolyticus, the Kanagawa test, detects hemolysin activity as a clear beta-type hemolysis zone around the 2). All of these characteristics of the TDH-like hemolysin of V. hollisae KUMA871 matched the description of the TDHlike hemolysin produced by V. hollisae ATCC 33564 (14) .
V. hollisae has been reported only in clinical cases (most commonly diarrheal stools) (3, 5, 8) . In this paper, we report isolation of V. hollisae from the coastal environment. The finding is important in that it presents evidence to support previous suggestions that V. hollisae infection originates from ingestion of contaminated food or contact with the environmental reservoir (5, 8) .
All the clinical strains of V. hollisae we tested in the past had the genetic potential to produce the TDH-related hemolysin (9) . Among V. parahaemolyticus strains, TDH is produced almost exclusively by clinical strains isolated from patients with diarrhea and rarely by environmental strains (6, 11) . In addition, a few strains of non-O1 Vibrio cholerae isolated from traveler's diarrhea were shown to produce TDH-related hemolysin (13 
